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Mm m^^tm^^^^™^ Serumsampleswerediluted 
in specimen diluent wi^^ 

plates were incubated one hour at room temperature and then washed four times with TIBS. 
HRP-conjugated goat anti-human antibody (Jackson ImmunoResearch) was diluted 1:10,000 
in specimen diluent without aside and 100 al was added per well. The plates were agam 
incubated and washed. To develop the color reaction, TMB (Pierce), was added at 100 pi per 
well and incubated for 15 min prior to the addition of 30 ul of 2 N H** to stop the 
reaction. The optical density was measured at 450 nm on a Vmax or Speclramax 
coloriraetric plate reader. . — — 

A. r ^ »rf M Kmi Und n - »7 ™ P 1 ™ -™ ™* PrnBrnhniy Amendment 

AppUcants request entry of this amendment in adherence with 37 C.F.R. 1.821 
1 825 This amendment contains no new matter. Attached hereto is a "VERSION WITH 
MARKINGS TO SHOW CHANGES MADE," which shows the amendments made to each 
replacement paragraph. The attached pages are entitled 

The paper copy of the Sequence Listing in this application (U.S. Application N| >. 
09/724,552) is identical to the computer readable copy of the Sequence listing filed in U.S. j 
Applications. 09/580,019 filed on May 26,2000. In accordance with 37 CFR 1.821(e), plye 
use the first computer readable form filed in Application No. 09/580,019 as the computer 
readable form for the instant application. It is understood the Patent and Trademark Office wi 1 
make the necessary change in application number and filing date for the instant application. 

A paper copy of the Sequence Listing is submitted herewith for incorporation i|to 

the instant specification. j 

Applicant believes that ™ ™ required for submission of this paper. Howev}r, 
if a fee is required, the Commissioner is authorized to deduct such fee from the undersigned's 
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Depot. Accm* No. 20-1430. Ple*e deduct my .ddidoial ft. 4om, or «tt - V 
ovetMynuBtto,theabove-notedDepositAMOUnt 

ttte Ex»mi IW Mev. !1 U.M^«>^ 
this apptautat, please telephone the tmdemgwd at 650-326-2400. 



r submitted, 



laneL. Celli 
RegWo. 42,397 



TOWNSEKD and TOWNSEND and CREW LLP 

Two Embarcadert Center, 8 Floor 

San Francisco, California 94111-3834 

Tel: (650) 326-2400 

Fax: (650) 326-2422 

RLC:adm 

PA 321.286$ vl 
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Y ^stom AVTTHM ^ yiNr^ TO ^HQW HT AWffW MADE 
IN THE SPECIFICATION: 

The paragraph beginning at page 7, line 32, has been amended as Mows: 

Fig 19: Epitope Map: Restricted N-terminal Response. Day 175 serum 

rTt ..,^ f ^nTnKn Si l-4ncovenng the complete AN1792 sequence. Annaalnumber 
H0920M shows areprese^tativeN-t^^ 

DAEFRHDSGY (SSQJD^which covers amino acids 1-10 of *e AN1792 pept.de 
which was used as immunizing antigen. 

Fig 20: EptopeMaiK Nc^MtrictedN-^mrinaltMpOilM. Dayl75serum 

rT .,„ /gun m KOS ; l-4n covormg the complete AN1792 sequence. Antmal number 
Fl 0975F shows . representative non-restric«d N-t*mtaal «sp°n*. R^vity is aeon 
.gatatfhettvopeptitehWermtoalsMon^tideC.t^totb.peptute 
I L B FRHDSOY<mJ£^wbid 1 cov OT «^^W0of«taAK179 2 p e ptde. 

H^Asp-Al^lu-rhe-Arg-H*^^ 
^-Val-Ph^he-Ala^lu-Asp.^^ 
Gly-Val-Val-Ito-Ala-OH iSBfi IP 

me paragraph beginning at PS(S° 28. line 14, ha. been amended a. follows; 

Some agents for taking an Immune response contain the appropriate 
epitope for inducing an inumme response against amyloid deposits but are Wo small to be 
U^unogenic. In this situation, a peptide immunogen can be linked to a suitable earner tt> 
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h^ooy^in, tanum.globulin molecule., OptfMfa ovalbumin, tetanus — 

atfe^toxinderivative. Ottered include T«*ll epitope, that 
MHC allele, e.g.. at 75% of til human MHC tiMe.. Such carters are .omefme, 
^ in to art as W»al T-cell epitopes." Sample, of um,.«ti T-cell epitope. 

include: 

Mlu e n Za H 6 maglutttoin:HA3o 7 , 19 PKYVKQOTLKLAT £S10m»^ 
P ADRE (common residues bolded) AKXVAAWTLKAAA (SlOmm^ 
Malaria CS: T3 epitope EKKIAKMEKASSVPNV fflBQTDMO^ 
Hepatitis B surface antigen: HBtAgiM FFLLTRILTI fflWnpMMfl 
Heat S hockProt B in65:h SP 65 15 , 17V DQSIGDUAEAMDKVGNEG fl fflpiD MPiffi 
bacilleCalmette-Guerin QVHFQPLPPAWKL flffOlDMMP 
Tetanus toxoid: TT gJ0 -S44 QYTKANSKPIGITEL (,S F,0 TT ) NQ i 4fl 
Tetanoid; TT 947 . 967 FNNFTVSFWLRVPKVSASHLE (SSOmiMi 
HTVgpl20Tl: KQIINMWQEVGKAMYA fflflfllPNQfla 

The paragraph beginning at page 30, line 24, has been amended as follows: 

The MAP4 configuration is shown below, where branched structures are 
produced by initiating peptide synthesis at both ft. N terminal and side chain amines of 
lysi ne. Depending upon the number of times lysine is incorporated into the sequence andj 
aUowed to branch, the resulting structure wiU present multiple N termini, h *. mm** 
four identical N termini have been produced on the branched lysme-containing core. Such 
multiplicity greatly enhances the responsiveness of cognate B cells. 
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Peptide 
Peptide 
Peptide 
Peptide 



"KGG 



KA 



AN90549 (Ap l^/Tetanus toxoid 830-844 in a MAP4 configuration): 
DAEPRHDQ YIKftNSKFIGITBL f,fiF,Q TP Nf)^) 

AN90550 (Ap 1-7/Tetanus toxoid 947-967 in a MAP4 configuration): 

Q^gggiJDFNNFTVS FWLRVPKV8 ASHLE (W,Q TP NQ;53) 

AN90542 (Ap 1-7/Tetanus toxoid 830-844 + 947-967 in a linear configuration): 
n^BgRHDO YIKANSKFlGITBLFNNFTVSFWLRVPKVSASHLE 

rSKnrDNO:541 

AN90576: (Ap 3-9)/Tetanus toxoid 830-844 in a MAP4 configuration): 
RFRHDSGOYIKANSKFIGITBL (RBQ IP NQ-ffi 

Peptide described in US 5,736,142 (aU in linear configurations): 
AN90562 (AP 1 -7/ peptide) AKXVAAWTLKAAADAESFRHB- (flKQ ID NQ;S6) 
AN90543(Apl-7x 3/ peptide): PAffFFHTiDAFiFBHDDABFRHBAKXVAAWTLKAAA 



Other examples of fiision proteins (immunogenic epitope of Ap bolded) includ 
AKXVAAWTLKAAA-DAEFRHD-DAEFRHD-DAEFRHD 

fRF.O TP NO;581 

DAEFRHD-AKXVAAWTLKAAA f,fffiO TP NQ;59) 
DAEFRHD-ISQAVHAAHAEINEAGR (gF,Q IP NQ;6Q) 
FRHDSGY-ISQAVHAAHAEINEAGR (fi3Q H> NO^fil) 
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EFRHDSG-ISQAVHAAHAEINEAGR (flF.0 TP ^0:62) 
PKYVKQNTLKLAT-DAKFRHD-DAEFRHD-DAEFRHD 

DAEFRHD-PKYVKQNTLKLAT-DAEFRHD £ SF,0 TD NQ;64 
DAEFRHD-DAEFRHD-DAEFRHD-PKYVKQNTLKLAT 

(SEOIDNO;651 
DAEFRHD-DAEFRHD-PKYVKQNTLKLAT f^OJPNQ^a 
D AEFRHD-PKYVKQNTLKLAT'EKKIAKMEKAS SVFNV- 
QYIKANSKFIGITEL-FNKFTVSFWLRVPKVSASHLE-DAEFRHD 

DAEFRHD-DAEFRHD-DAEFRHD-QYIKANSKFIGITEI- 

FNKFTVSFWLRWKVSASHLE {SSOmmfiSi 
DAEFBHD-QYIKANSKFIGITELCFNNFTVSFWLRVPKVSASHLE 

fSF.OlDNO:6ifl 

DAEFRHD-QYTKANSKFIGITELCFNNFTVSFWLRVPKVSASHLE- 

D AEFRHD (SEQiD^IQilQ) 
D AEFRHD -QYIKANSKF IGITEL on a 2 branched resin 

(flp.f)TnNO:7T> 



peptide 
peptide 



"Lys-Gly-Cys 



EQVTNVGGAISQAVHAAHAEINEAGR (SEQ ID NO:71) (Synuclein 
fusion protein in MAP-4 configuration). 

The paragraph beginning at page 60, line 24, has been amended as follows: 
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Preparation of coupled Ap peptidfis: four human Ap peptide conjugates 
(amino acid residues 1-5, 1-12, 13-28, and 33-42, each conjugated to sheep anti-mouse IgG) 
were prepared by coupling through an artificial cysteine added to the Ap peptide using the 
crosslinking reagent sulfo-EMCS. The Ap peptide derivatives were synthesized with the 
following final amino acid sequences. In each case, the location of the inserted cysteine 
residue is indicated by underlining. The Apl3-28 peptide derivative also had two glycine 
residues added prior to the carboxyl terminal cysteine as indicated. 

Apl-12 peptide NH2-DAEFRHDSGYEV£-COOH (SEQ ID tt022) 
Apl-5 peptide NH2-DAEFR£-COOH (ftEQ TP NQ;73) 
Ap33-42 peptide NH2-£-amino-heptanoic acid-GLMVGGWIA-COOH 

(SKO TD NQ:741 

AP13-28 peptide Ac-NH-HHQKLWFAEDVGSNKGGQ-COOH 

(SEOIDNO:75^ 

The paragraph beginning at page 102, line 8, has been amended as follows: 

The exact array of linear peptides recognized by the antibodies in the serum 
samples from animals immunized with AN1792 was determined by an ELISA that measured 
the binding of these antibodies to overlapping peptides that covered the entire Apl-42 
sequence. Biotinylated peptides with partial sequences of AN1792 were obtained from 
Chiron Technologies as 10 amino acid peptides with an overlap of 9 residues and a step of 
one residue per peptide (synthesis No. 5366, No. 5331 and No. 5814). The first 32 peptides 
(from the eight amino acid position upstream of the N-terminal of AN1792 down to the 
twenty-fourth amino acid of AN1792) are biotinylated on the C-terminal with a linker of 
GGK. The last 10 peptides (repeating the thirty-second peptide from the previous series) are 
biotinylated on the N-terminal with a linker consisting of EGBG (SEQ IP NQ:7fi) . The 
lyophilized biotinylated peptides were dissolved at a concentration of 5 mM in DMSO. 
These peptide stocks were diluted to 5 in TTBS (0.05% Tween 20, 25 mM Tris HC1, 137 
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mM NaCl, 5.1 mM KC1, P H=7.5). 100 ul aliquots of this 5 vM solution were added m 
duplicate to streptavidinpre-coatedSe-well pto (Pierce). Plates we incubated for one 
hour at room temperature, then washed four times wim TIBS. Serum samples were diluted 
in specimen diluent without aside to normalize titers, and 1 00 ul was added per weU. These 
plates were incubated one hour at room temperature and then washed four times with TTBS. 
HRP-conjugated goat anti-human antibody (Jackson ImmunoResearch) was diluted 1:10,000 
hspecimendiluentwithoutazideandlOO^lwasaddedperwell. The plates were again 
incubated and washed. To develop the color reaction, TMB (Pierce), was added at 100 ul per 
well and incubated for 1 5 min prior to the addition of 30 ulof2N H 2 S0 4 to stop the 
reaction. The optical density was measured at 450 nm on a Vmax or Spectramax 
colorimetric plate reader. 
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